Abstract. Recurrent Aphthous Stomatitis (RAS) is one of the most common problems recognized by dentists and skin specialists. This problem is characterized by recurring, painful, small oral mucosal ulcers with a round or oval aspect which mostly appear in keratinized mucosa, cheeks and on the surface of mouth under the tongue. The aim of this study was to determine the effect of a new herbal medicine on minor RAS as a treatment, which is more effective and has fewer side effects. The study was carried out by Double-Blind method. The extract of medical plants Mellisa officinalis, Myrtus communis and Quercus robur were used in the form of liquid. Statistical analysis on recovery of lesions irritation in groups A, B, C, D and E at different time intervals showed that the participants in group C experienced the most irritation decrease compared to other groups at times 72, 96 and 120 hours.
INTRODUCTION
Recurrent aphthous stomatitis (RAS) is one of the most common problems which recognize by doctors, skin specialists and dentists. This problem is seen in children and adults. Studies showed that the occurrence of RAS is 2% to 50% between different populations. In high risk population like students and soldiers, the occurrence is reported even up to 50% to 60% (Gavanji et al., 2012a; Ship et al., 1966) . There are several etiologic reasons responsible for this problem (Weusten, 1998) . The etiology of RAS is not perfectly clear but a positive family tree is seen in about one third of the patients and also there is an increase in "HLA" of A2, A11, B12 and DR2 which confirms a genetic background in some group (Champion et al., 2004; Eversole, 1994; Porter, 2000 Porter, , 2001 . In some of the patients (10% to 20%) hematologic unusually background is seen as a decrease in Fe, ferritin, folate and B12 (Eversole, 1994) .
The other etiologic reasons are stress and trauma. And also by quit smoke which mechanism is not accurately known. Some patients claim that RAS begins to reveal because of menstrual cycle and nutrition allergy (Champion et al., 2004) . The RAS is also seen in suite syndrome, behcet's syndrome and HIV infection. The RAS is rarely seen in children with fever pharyngitis and cervical adenitis (Gavanji et al., 2012a; Marshall et al., 1987) . But there is no autoimmune reason of RAS yet (Champion et al., 2004; Eversole, 1994; Porter, 2000 Porter, , 2001 . Beside the explorations related to clinical dentalis, immunological, microbiologic, hematology and histologic of RAS, there are many unknown tips related to this problem. According to the age; RSA is divided to 3 types: minor, major and herpetiformis (Burgess et al., 1990; Rogers, 1997) .
The most frequent type is minor which characterized by recurring, painful, small oral mucosal ulcers with a round or oval side (Burgess et al., 1990) . Minor aphthous ulcers indicate that the lesion size is between 2 to 4 mm which frequently appears in keratinized mucosa, cheeks and on the surface of mouth under the tongue. But they are not common in gingiva and palate (Chmpion et al., 2004; Eversol, 1994; Porter, 2000 Porter, , 2001 . There are several kinds of treatments for RAS by which the pain can be decrease. Although the drugs using for RAS have low side effect (Casiglia, 2002) , but now for RAS treatment, antiseptic drugs, antibiotics and immune modulators can be used (Champion, 2004; Eversole, 1994; Porter, 2001; McBride et al., 2000; Rattan, 1994) .
Herbal drugs in this category are in alternative agents and for several years they have been used all around the world. The drugs such as: sage, carrot, cantalop, liquorice, wild geranium, aloevera and oak (Mcbride et al., 2000; Rodu, 1992; Gavanji et al., 2012b Gavanji et al., , 1998 Weinberg, 1997; Burgess, 1990 It is reported that its root possess antibacterial property. It is traditionally used as an antiseptic, disinfectant drug and hypoglycaemic agent. Different parts of the plant have been used in the food industry for flavouring meat for example and sauces, and also in the cosmetic industry. Dioscorides described the production of its oil and prescribed an extract in wine for lung and bladder infections. Foods which are flavoured with the smoke of myrtle are common in rural areas of Italy or Sardinia. In folk medicine, a decoction of leaves and fruits is used as stomachic, hypoglycaemic, antimicrobic, cough and oral diseases for constipation, appetizing, anti hemorrhagic and for external wound healing. The essential oil of the leaves has been valued in France as a disinfectant and useful antiseptic, also used in Paris hospitals in certain respiratory and bladder diseases and prescribed as a local application in rheumatic disease.
The fruit decoction was used to bath new burns with reddened skin, while the decoction of leaves and fruits was helpful for sore washing. The decoction of the leaves is still used for vaginal lavage, enemas and against respiratory diseases. A fixed oil obtained from berries strengthens and promotes growth of hair due to hair tonic property. Consumption of myrtle can possibly present some dietary benefits, as they contain antioxidant constituents, which can protect against lipid peroxidation and can hunt free radicals. In past times, ripe fruits of myrtle were used as food integrators because of their high vitamin contents. The therapeutic dose of berries of M. communis mentioned in Unani literature is 3 to 5 grams. The leaves are useful in cerebral diseases especially epilepsy (Sumbul et al., 2011) .
The medicinal plants used in RAS treatment are Mellisa officinalis, Myrtus communis Linn and Quercus robur on which many studies have been done in traditional medicine. The aerial organs of Mellisa officinalis possess 0.03% to 0.02% volatile oil which contains more than 70 components. Mellisa officinalis has an antispasm and antibacterial properties effect (Kaufman, 1999) . This plant is used as dried powder or extract and there is no report about the side effect in the form of drug or dried powder. There are different medical types commercially available of Mellisa officinalis in European countries (Gavanji et al., 2012a) . The other medical plant is Quercus robur which has a different proportion of oily components, different glucose, pentose and tannins (Motevaselian, 1979) .
Beside the antimicrobial properties of different species of Oak which are available in many references, the fruite, leaf, skin of trunk, skin of fresh stems, and blossoms of oak have been reported to have several therapeutic properties (Sharify, 2004) . Tannin with its antiseptic ability is one of the important components of oak (Khosravi, 2006) . Methanolic extract of Quercus lusitanica fruit greatly controls the cleavage of bone fever viruses (Muliawan, 2006) . Oak blossoms are also used as an astringent, antiseptic and coagulant. Its sodden is used for hard squirt and dropsy treatment and it is also used for scorch and sore treatment (Sakar, 2005) . Another plant which is used in formulation is Rosa damascena Mill. The plant possesses good properties in controlling bacteria growth and also acts as fungicide. Since herbal medicine as a kind of complementary medicine for most disease treatment like aphthous lesions has a great value. The aim of this study is to identify the effect of a new mixed herbal formulation on minor RAS as a natural treatment.
MATERIALS AND METHODS

Sample preparation
This study was carried out by Double-Blind method. The medical plants Mellisa officinalis, Myrtus communis and Quercus robur were selected from Institute of traditional medicine and herbal plants of Iran in Esfahan and Shahrekord provinces. They were dried in shadow in laboratory temperature and the dried organs were grinded. Then perculatioan method which is used for preparing the extract was done. In this method the herbal tissue was grinded to powder and then put to Perculator and a solution was added to it. After 24 hours the preparation of extract was begun. The solution is ethanol 70% and the proportion of the solution to herbal material is 5 to 1 respectively. The medicinal plants used in these Formulations for RAS treatment such as Mellisa officinalis, Myrtus communis and Quercus robur were in different percentage. The formulation of 25, 50 and 75% contains different percentage of herbal extract. In order for simplicity, the drug was in the form of liquid. The Ph of the formulation of 25, 50 and 75% contained different percentage of herbal extract was 5.95, 5.64 and 5.35 respectively. (25, 50 and 75%) In the first step in order to determine the exact effect of the herbal medicine formulations, a group of 249 patients with recurrent aphthous stomatitis and without any systematic disease had been selected. In order to measure the level of Fe, B12 and folic acid, a blood test was made and it compared with a group of 60 people without recurrent aphthous stomatitis. In this study, 150 patients were between 19 to 53 years old. They have recurrent aphthous stomatitis with the size 1 to 4 mm and maximum lesion number of 5. According to the results, 150 patients did not show any lack of Fe, B12 and folic acid. These 150 patients were divided into A, B, C, D and E groups with 30 in each and the herbal medicine formulation 25%, 50%, 75% and trimcinolone (Adcortyle) were tested on these groups respectively. E group did not receive any extract or drug. The patients were taught to use the formulation for 10 days (4 times per day, each time for 10 minutes), and also after complete treatment the lesions size were measured in all groups at 1, 2, 4, 6, 8 and 10 days of treatment by using Periodontal Probe. The pain was calculated and noted for 10 days of treatment. The data were statistically analyzed using T test, Chi square, Repeatet Measurement, Greenhouse Geisser and Monte Carlo methods.
RESULTS AND DISCUSSION
Recurrent aphthous stomatitis is one of the most common disease.the frequency of aphthous ulcer is 2% up to 50%.in order to cure this discease ,different therapeutic ways with different mechanism have been using .the chemical drugs have directly and indirectly side effects (Casiglia, 2002) .From 150 participants, 120 of them are considered as treatment group and 30 participants were included in control group. The participants include 98 men and 52 women. The time for complete treatment for group A was 6.77±1.23, group B 5.19±1.81, group C 4.51±1.49, group D 8.48±0.52 and for group E 9.37±0.63 days. Statistically there is a meaningful difference between group C with other groups (P>0.001). Statistical analysis on recovery of lesions irritation in groups A, B, C, D and E at different time intervals showed that the participants in group C experienced the most irritation decrease compared to other groups at times 72, 96 and 120 hours. In groups A, B, C, D and E, after giving the drug, the curve related to lesion size at different time intervals showed that the lesions size in group C are very different compared to other groups and at fourth day the lesions size were decreased to 2mm ( Figure  3) .
In figure 2 , the treatment process of lesions by the use of formulation 75% in 4 participants is shown. A1, B1, C1 and D1 show the first day without drug treatment. The lesions size were measured after drug treatment in which the effect of treatment is shown by (A2, A3), (B, B3), (C2, C3) and (D2, D3) which all show the decrease in lesions size. The parts A4, B4, C4 and D4 indicate the complete treatment. So with the usage of herbal medicine we can access a highest therapeutic effect with minimum side effect (Gavanji et al., 2012b; Gavanji et al., 2011b) . 
CONCLUSION
Considering to recent studies, several different drugs are reported for treatment of Recurrent Aphthous Stomatitis, each of them has different effects on RAS treatment. Obtained results from our new formulation 75% showed considerable effects compared to other formulations (25 and 50%). The results showed that the new herbal formulation prevents from secondary infection in lesions and by the use of Antiinflammatory effect, causes quick lesions recovery. So it is suggested to have additional experimental studies about this new herbal medicine formulation.
